Abstract. Despite improvements in diagnosis and treatment, the survival of patients with advanced stages of esophageal squamous cell carcinoma (ESCC) remains poor. Therefore, novel biomarkers that can assist with early detection of ESCC are required. In the present study, three paired ESCC and normal esophageal tissue samples from Xinjiang Kazakh patients were obtained and microRNA (miRNA) microarray analysis was used to detect the differentially-expressed miRNAs. The target genes of the identified miRNAs were predicted using miRWalk software. A total of 23 miRNAs were differently expressed in Kazakh patients with ESCC. Gene Ontology enrichment analysis demonstrated that the upregulated miRNAs were predominantly associated with the 'vesicle' and 'membrane-bounded vesicle' terms, while the downregulated miRNAs were primarily associated with the term 'negative regulation of integrin-mediated signaling pathway'. The most highly enriched Kyoto Encyclopedia of Genes and Genomes pathway for the differentially-expressed miRNAs was 'Endocrine and other factor-regulated calcium reabsorption'. Protein-protein interaction network analysis revealed that IQ motif containing GTPase activating protein 1, RAB11A, lysine acetyltransferase 2B, catenin α 1 and tight junction protein 2 were hub genes of the network. In conclusion, a number of differentially-expressed miRNAs were identified in ESCC tissues samples from Xinjiang Kazakh patients, which may improve the understanding of the processes of tumorigenesis and development.
Introduction
Esophageal cancer is a common type of malignant tumor of the digestive tract that originates from the esophageal epithelium or glands (1) . Based on the International Agency for Research on Cancer statistics, 455,800 new esophageal cancer cases were estimated and 400,200 mortalities occurred in 2012 worldwide, which makes the incidence and mortality rates of esophageal cancer the eighth and sixth highest in the world, respectively (2) . Esophageal cancer can predominantly be divided into esophageal squamous cell carcinoma (ESCC) and adenocarcinoma, and >90% of esophageal cancer cases are classified as ESCC in China (3) . Despite improvements in diagnosis and treatment, the survival rate of patients with advanced stages of ESCC remains poor. In 2014, based on a long-term follow-up survey of 21 cancer registries, the National Cancer Center estimated that the 5-year survival rate of esophageal cancer in China was 20.9% (4) . The Xinjing Kazakh ethnic group is a Chinese minority with a high incidence of esophageal carcinoma (5) . Studies suggest that the mortality rate of esophageal cancer for people of Kazakh ethnicity in the Xinyuan County of Xinjiang was 0.0411% between 2000 to 2005, which was much higher compared with that for individuals of the local Han ethnicity (0.0088%) (6) , which suggests ESCC poses a serious threat to the health condition of Kazakh individuals. Therefore, novel biomarkers that can assist with the early detection of ESCC in Kazakh patients are urgently required. microRNAs (miRNAs) are a class of non-coding RNAs comprising of [19] [20] [21] [22] [23] [24] nucleotides that regulate gene expression through post-transcriptional, RNA interference and gene silencing pathways (7) . miRNAs can inhibit gene expression through complementary binding to the 3'-untranslated region of the target mRNAs (8) . miRNAs have been demonstrated to be crucial for cancer initiation, progression and dissemination (9) . It has been identified that >50% of miRNAs are encoded in chromosome fragile sites, which are frequently absent, amplified or rearranged in malignant tumor cells, thereby resulting in the dysregulated expression of miRNAs (10) . An estimated 30% of human protein-coding genes are regulated by miRNAs (11) . Furthermore, miRNAs serve key roles in tumor progression and resistance to chemotherapy by regulating the expression of oncogenes and tumor suppressor genes (12) . Previous studies have indicated that various miRNAs are associated with ESCC in Kazakh patients (13, 14) . However, to the best of our knowledge, no previous studies have performed an analysis on the whole genome level. In recent years, the combination of high-throughput sequencing and bioinformatics analysis has made it possible to analyze the role of miRNAs that are differently expressed in ESCC in Kazakh patients. In the present study, to identify miRNA signatures in ESCC in Kazakh patients and uncover their potential mechanisms, microarray analysis was used to identify differently-expressed miRNAs between three paired ESCC and normal esophageal tissue samples from Kazakh patients. Furthermore, bioinformatic methods were used to analyze the functions of the differentially-expressed miRNAs.
Patients and methods

Clinical characteristics and tissue samples.
A total of 13 samples of ESCC tissue and corresponding adjacent normal tissue were obtained from patients with esophageal squamous cell carcinoma treated surgically at the First Affiliated Hospital of Medical College of Shihezi University (Shihezi, China) from November 2014 to September 2015. Among them, three samples were used for microarray testing, including two samples obtained from males and one from a female (age range, 63-70 years). In addition, ten samples were used for reverse transcription-quantitative polymerase chain reaction (RT-qPCR) analysis, including five from males and five from females (age range, 62-75 years). No patients had a history of smoking and drinking, and no chemoradiotherapy was received prior to surgery. All tumors were stage T2N1M0 (15) . All tumor samples were confirmed by two pathologists as moderately differentiated ESCC. The collection of specimens was approved by the Ethics Committee of the First Affiliated Hospital of Medical College of Shihezi University and authorized by the patients or family members. Each tissue sample was transferred to liquid nitrogen immediately following surgery and stored in a -80˚C freezer. All microarray experiments were completed at CapitalBio Corporation (Beijing, China).
RNA extraction and whole genome miRNA profiling. Total RNA was isolated from ~2-3 g (2x2x2 cm 3 ) of tumor tissue samples and the corresponding normal tissue samples. Total RNA from frozen tumor tissue samples was extracted using an Ambion mirVana miRNA Isolation kit (Ambion; Thermo Fisher Scientific, Inc., Waltham, MA, USA), according to the manufacturer's protocol. The quality and quantity of total RNA samples were tested using a spectrophotometer. A preparation of RNA with an A260/A280 ratio of 1.8-2.0 was used for the microarray analysis. Formaldehyde denaturing gel electrophoresis was also used to test the quality of total RNA. When the 28S:18S ribosomal RNA ≥1:1, it met the experimental requirements for gene chip array analysis. Affymetrix GeneChip miRNA 4.0 Arrays (Affymetrix; Thermo Fisher Scientific, Inc.) were used to detect the miRNAs in the samples. All miRNAs were labeled with biotin using a FlashTap RNA Labeling kit (Genisphere LLC, Hatfield, PA, USA), and subsequently chip hybridization and data analysis were performed. To analyze the interactions of the target genes, the genes were mapped to the STRING database and a PPI network was constructed. Cytoscape 3.6.0 (17) was used to visualize the PPI network and identify the hub genes. The node degrees of the target genes were analyzed and the first five were selected as the network's hub genes.
Integration of miRNA-mRNA co-expression network.
The correlation test within the 'stats' package in R 2.15.3 (http://www.R-project.org/) was used for the co-expression analysis. According to the principle of negative interaction between miRNA and mRNA, a miRNA-mRNA co-expression network was integrated using P<0.05 and correlation coefficient <-0.99, Pearson's correlation coefficient was used for the correlation analysis. Cytoscape software was then used to generate a co-expression network.
RT-qPCR. An additional 10 Kazakh ESCC tissue samples and corresponding adjacent normal tissue samples were obtained for RT-qPCR verification. Total RNA extraction was performed using the aforementioned method. Subsequently, a miRcute miRNA First-Strand cDNA Synthesis kit and a miRcute miRNA qPCR Detection kit (SYBR ® Green; both from Tiangen Biotech Co., Ltd., Beijing, China) were used to detect the levels of miRNA, according to the manufacturer's protocols. U6 was used as an internal control. The RT reaction system (20 µl) contained 2 µl total RNA, 10 µl 2X miRNA RT reaction buffer, 2 µl miRNA RT enzyme mix and 6 µl RNase-free ddH2O. The reactions were performed at 42˚C for 60 min and 95˚C for 3 min. The 20 µl reaction system for qPCR included 10 µl 2X miRcute Plus miRNA Premix (with SYBR and ROX), 1 µl forward primer, 0.4 µl reverse primer (10 µM), 2 µl first-strand cDNA and 6.6 µl ddH 2 O. Amplification was performed under the following reaction conditions: 95˚C for 15 min, followed by 40 cycles of 94˚C for 20 sec and 60˚C for 34 sec. qPCR was performed on a CFX96 Real-Time system (Bio-Rad Laboratories, Inc., Hercules, CA, USA) using the following forward primers: U6, 5'-GCT TCG GCA GCA CAT ATA CTA AAA T-3'; miR-664b-5p, 5'-TGG GCT AAG GGA GAT GAT TGG GTA-3'; miR-767-5p, 5'-TGC ACC ATG GTT GTC TGA GCA TG-3'; miR-223-3p, 5'-GCG TGT CAG TTT GTC AAA TAC CCC A-3'; miR-203a, 5'-cgcAGT GGT TCT TAA CAG TTC AAC AGT T-3'; miR-373, 5'-GAC GAG CCC CTC GCA CAA AC-3'. The reverse primers were contained in the miRcute miRNA qPCR Detection kit. Relative quantification of miRNA expression was calculated using the 2 -∆∆Ct method (18) the data were statistically analyzed by Student's t-tests, and P<0.05 was considered to indicate a statistically significant differences between groups. For each sample, all experiments were performed in triplicate.
Results
Identification of differentially-expressed miRNAs.
To determine the miRNA expression patterns in ESCC tissue samples and their corresponding normal tissue samples, miRNA microarray analysis was conducted. A total of 23 miRNAs were identified to be significantly differentially expressed between the two groups; 12 miRNAs were upregulated and 11 miRNAs were downregulated. As demonstrated in Figs. 1 and 2, the expression of these miRNAs differed between Kazakh ESCC and matched normal tissues. The differentially expressed-miRNAs are displayed in Table I .
Target gene prediction. miRWalk 2.0 was used to predict the target genes of the differentially-expressed miRNAs. Of the 23 differentially-expressed miRNAs, 224 target genes were predicted for 21 miRNAs, as presented in Table II .
KEGG pathway analysis. Using KEGG pathway analysis, a total of five terms were enriched among the upregulated miRNAs and eight terms were enriched among the downregulated miRNAs. Table III presents the significantly enriched pathways of the differently-expressed miRNAs. The upregulated miRNAs were identified to be predominantly involved in the following pathways: 'Glycosphingolipid biosynthesis-ganglio series' and 'Endocrine and other factor-regulated calcium reabsorption'. The downregulated miRNAs were revealed to be involved in the following pathways: 'Endocrine and other factor-regulated calcium reabsorption', 'Lysine degradation' and 'Steroid biosynthesis'.
GO term enrichment analysis. To further understand the associated functions of the differently-expressed miRNAs, GO analysis was performed. GO enrichment analysis included the categories cellular component, biological process and molecular function. A total of 750 terms were enriched for the upregulated miRNAs (Fig. 3 ) and 888 terms were enriched for the downregulated miRNAs (Fig. 4) .
Protein-protein interaction (PPI) network analysis.
Based on the information in the STRING database, a PPI network (Fig. 5 ) of the target genes was generated. Cytoscape software analysis of the target genes in the network revealed a maximum node degree of seven and a minimum of one. The following top five hub genes were selected: IQ motif containing GTPase activating protein 1 (IQGAP1), RAB11A, lysine acetyltransferase 2B (KAT2B), catenin α 1 (CTNNA1) and tight junction protein 2 (TJP2).
Integration of miRNA-mRNA co-expression network.
According to the principle of negative interaction between miRNA and mRNA, miRNAs and mRNAs with a correlation coefficient <-0.99 were selected to establish the miRNA-mRNA co-expression network using Cytoscape software. The network comprised of 273 nodes and 326 edges. As depicted in Fig. 6 , the network consisted of 21 miRNAs (11 upregulated and 10 downregulated) and 252 mRNAs. The co-expression network demonstrates that the mRNAs may be potential target genes of the differently-expressed miRNAs and the mRNAs may be involved in the occurrence and development of ESCC.
Identification of final target genes of differentially expressed miRNAs.
If the target mRNAs predicted by miRWalk also appeared in the co-expression network they were designated as the final target genes. A total of 25 mRNAs and 11 miRNAs were presented in the co-expression network (Fig. 7) .
Validation of microarray data using RT-qPCR. To validate the microarray data, RT-qPCR was performed to detect the expression level of certain selected differentially-expressed miRNAs, including miR-664b-5p, miR-767-5p, miR-223-3p, miR-203a and miR-375. The RT-qPCR results and microarray data were consistent (Fig. 8) .
Discussion
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The number and type of differentially expressed miRNAs in the current study varies from previous studies (20, 44) . A number of factors can affect the results of microarray analysis, including the homogeneity of the sample and differences in the chips used. The current study maximized homogeneity in the selection of samples. All patients were diagnosed with primary ESCC. No patients had a history of smoking and drinking, and no chemoradiotherapy was received prior to surgery. All cancer specimens were confirmed as moderately differentiated ESCC and the tumor staging was T2N1M0. It can be hypothesized that differences with previous studies may be associated with differences in the number of samples, the region the samples were acquired from, experimental conditions, research methods, the specific chips used and the data analysis methods. Furthermore, due to different genetic backgrounds, the gene expression profile of ESCC may be different in Kazakh patients compared with Han patients. Therefore, studying the specific markers of Kazakh ESCC is important for understanding its pathogenesis.
KEGG analysis demonstrated that the differentially expressed miRNAs were mainly involved in 'glycolipid biosynthesis', 'endocrine and other glycolipid-related factors regulating calcium reabsorption' and 'steroid biosynthesis'. According to a previous study, abnormal expression of glycolipids in tissues and organs may lead to carcinogenesis (45) , and the abnormal metabolism of steroids is closely associated with the occurrence, metastasis and treatment of tumors (46) . Calcium ion is an important second messenger within the cell. It can participate in the proliferation, differentiation, metastasis and apoptosis of tumors in numerous ways. Therefore, the abnormal absorption of calcium ions in cells may be closely associated with tumorigenesis (47) . GO analysis indicated that the upregulated miRNAs were mainly associated with vesicles and exocrine bodies. By contrast, the downregulated miRNAs were mainly associated with the negative regulation of integrin-mediated signaling pathways, lipid binding and other functions. The exosecretion (48) and integrin-mediated signaling pathways (49) have previously been confirmed to be associated with tumors. The upregulation or downregulation of these functions may directly or indirectly lead to the occurrence and development of tumors, which suggests the differentially expressed miRNAs associated with these biological processes may be associated with ESCC. However, the specific mechanisms remain to be further elucidated.
As demonstrated in the PPI network, IQGAP1, RAB11A, KAT2B, CTNNA1 and TJP2 were identified as hub genes. IQGAP1 is a scaffolding protein that can regulate several distinct signaling pathways (50) . Accumulating evidence has demonstrated that IQGAP1 serves an important role in tumorigenesis and tumor progression. Andl et al (51) demonstrated that IQGAP1 was overexpressed in ESCC tumor tissues and its overexpression was correlated with the invasion depth of ESCC. Therefore, IQGAP1 may be important in regulating ESCC occurrence and progression and may be useful in developing a novel anticancer therapy. Xu et al (52) identified that RAB11A was upregulated in ESCC and may serve a critical role in the development of ESCC. Other studies have demonstrated that KAT2B, CTNNA1 and TJP2 are important in multiple tumor types, including hepatocellular carcinoma, cervical cancer and breast cancer (53) (54) (55) , however their roles in ESCC are not clear. In the current study, these three genes were targeted by the differentially expressed miRNAs in Kazakh ESCC, which suggests that they may also serve an important role in the development of ESCC. The occurrence and development of esophageal cancer is associated with a number of factors. The most common risk factors of esophageal cancer include smoking, drinking and human papillomavirus infection. miRNAs are also widely involved in the progression of tumor formation (19) . The effect of different risk factors and clinicopathological features on the expression of miRNA in esophageal cancer can be analyzed by gene chip technology, a method used to understand molecular mechanisms and provide diagnostic markers or new targets for therapy (44) . Unfortunately, due to the limitation of the sample size in the current study, the correlations were not explored between the differential expression of miRNAs, clinicopathological characteristics and risk factors. Future studies should investigate these correlations by expanding the sample size.
The current study predicted the target genes of the differentially expressed miRNAs and then used bioinformatics to analyze the functions of these genes. The differentially expressed miRNAs may serve important roles by regulating these functions. Although the mechanisms of how the differentially expressed miRNAs contribute to the development of Kazakh ESCC are unknown, the findings of the current study provides the prerequisite for a future study to identify useful markers for diagnosing and treating Kazakh ESCC. Subsequent experiments are required to further clarify the roles and mechanisms of the differentially expressed miRNAs and their target genes in ESCC both in vivo and in vitro.
In conclusion, the current study performed a preliminary analysis of the biological effects of differentially expressed miRNAs in ESCC in Kazakh patients, which may be associated with the occurrence of the disease. Several potential target genes of these miRNAs were also identified. Studying these target genes can increase our understanding of the underlying mechanisms, which in turn can assist the discovery of improved uses of these differential miRNAs, possibly as markers of clinical diagnosis or therapeutic targets. The current findings can apply not only to all patients with ESCC, but also Kazakh patients with unique clinicopathological features. Further studies are needed to verify the role of these differentially expressed miRNAs in Kazakh ESCC.
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